Procedure
Equipment preperation 1. Turn on the PCR instrument and allow the halogen lamp to warm up for the recommended time set by the manufacturer (10 min for the BioRad MyiQ2). Please refer to the instruction manual provided by the manufacturer. Sample preperation 5. In separate tubes, create dilutions of 8 M urea such that adding 12.5 µl to a 20 µl reaction will dilute urea to the desired final concentration. 6. Begin creating the "Protein denaturation reaction" by pipetting 12.5 µl of diluted urea to the bottom of each well of a 96-well PCR plate. 7. Add 2.5 µl of 40× SYPRO orange dye to all sample wells in the same 96-well PCR plate. Final concentration is 5× SYPRO orange dye. 8. Gently pipette 5 µl of the protein onto the side of each sample well. Briefly centrifuge the 96-well PCR plate to begin the denaturation reaction. The optimal final concentration should be determined for each protein of interest. 
Data analysis
11. Export the data into SigmaPlot (v.11.0). In the software, group data into a new worksheet including all fluorescent values for each urea concentration (column) at each given time (row). 12. Under the Graph drop down menu, select "Create Graph." 13. When prompted, next select "Scatter Plot" under the Graph types options. Click "Next >." 14. Under graph styles select "Simple Scatter." Click "Next >." 15. Under data format select "XY Pair." Click "Next >." 16. Select the "time" column of the data set as the x-value. 17. Select the fluorescence values at a given concentration of urea as the y-value. 18. Click "Finish." This will create denaturation plot for a particular concentration of urea. 
Recipes
Denaturation buffer 100 mM Potassium phosphate buffer (pH 7.0) 150 mM NaCl
